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UZ.& : ~ A~ . .JIJ ~ ~*.?j.L.. .2j

V% to pva

yo::r r:-conrny ,oan7: t rim1±d Lo> - -tz.in pod ation o th

(G1:n -cr C:-.ry:r 1.957, :i1ct a2,1% In 1^60, 1-I'indar'lecclat
-acccdin rc4 acin; the t~i.o 7nocoZZ".1ry lor s-ttzirinz .-ommiz to 5 rumft=

L"ww ad-nt of 'wc* fiuoruzcor.ca d;mr. ono~ Cc1ur Tho e.~u
inm so-Lration oa the =fbotrid nc lby =c of i aycis r~.w2ng covorai
day-- z ti -co'_umic snni unhnd-y, 1ho0.zvcrr... *.T h.avo -soughtrl to pc -

Gmrz tl-"z cnor.-tion :i a cilort nzariod oZI 1 mt "W, C ~io~I.pcii O"
tal-c orc by thao acthed1 d,4velopod buy ?orath and ?IMlociiin'in 1959

clz(a r.-d of tho 7?hrmr.cia Comarny of Z~n.n Sweden) .:-TVh the
help-. of .ti-z n method -.;bich rosemblas t.z coluirn ckb.-*o: raphy tach-

niqu, 1-:h-miocusi' ctm.noo, can oily bo coparatcdfrl .- Oe-
ulox~ bCal-J .. o1fitr.ation in tor.xrc%,:ez ori~inal Bso i, -not

involvc.l, hcmvorr Bcrod upon our ar~p~crionces, t#his nmethod is yvr- rmit-
able for the rpdpuri~fication o± unbound 6yoc from uMor sciiZ corum.



phato -t-ble rallu bu'TcZ r 7 .3 to .ih. L c-e.LyZIo

into a zhot.o'hy tmr onL nn,6 o;:7

a frad cxw.ation. 7ac n,..-it of c>~K~ C. .. or
voluma 0.- ah sorim conjW a .... U Ir.-C to C.-) 1.'i -
picto inoLktion of ho ~ on£ ii .Zo-:te:-o y.
of the trial. colution ~ra:.be 1o:;. th'San -,ho v'&.urmc CZ-L atrrt-dinoriid
the -01 (this vw.Ixc is- , ivcx. ac rcra&ln for Cve,-y charm U110th
:-vnufacturor). Vor 10 ~.oZi sc.'iar re2-

ruff±co. 7ho tr~zi a:.o 4- d*.-pn to-12 :-.ca of ScVI-I i:
pa'ckced col--m-i w~ith a ot p and mr.oo as it :11, ro~oiin.t
ltvmd by a fiu'tlhar phoxphato tabic sat~It in importcarit At":) .,rf-

sure that the -urfaco of the co-.u: ;I-- na:vrr eallomd to Cry. h .c,;;-
ration o: the norum conj-Pto 2r=mu'.o dyc bzoms visiblo .Cc a
short time (flustra-tion 1) . the very .ttri4n"? co~a j* ~ c
the end Of -the Col.= in- C. 2cmr -. tc .- c r.r b.cat
-without loss duo to tax fa~ct thu' -the l.vc ac.,mt be ouLcrv,-
roadily. The 4 r:tn r is o.ue ... .... i tiona2 "I a~
buffeor solution. ~icUi.~tLo,y t r-zacarttcri "ha cx:L s w.i;J~
further separation. It can be uscaod for -,+,.-.aUr vthouxt chnr-
in,. its, dharactceisticso

As a sa of ohock;n -.hcthar the serum conjupgate had beon comr-
pico~ly freed of dyth lutod fractions oE te co2.Iwno s ~o

*. Sephaio G 50 wero added to I ml. WE u protein --o2ution.lcdocllod v~ita
fluoresceini isotbiocyanato , according, to 1Rirdorkrxocht and thor. e=miied

* i~spotrpotomatrics1.ly (Mfustration 2). . Tho protaim'Iconcontration 1z
matsured a-t %/0 nmlimcrons after stainingv w.ith the birot-re-a.:cnt oZ
Vcichsebum, .1hiile tho concentration of fluoZ'Oci@ isothio cyanamata =n
dctermiAnad dircotvly in the trial solution throuriZh its absorption at Z0
millinicron (Gold=.ns3or and Shcpcz'cl, 1958). From theoperirments, thcro
results:

1, Tbe uzibound dye is completely. ceparated from tho atainod pro-
*tein. The results are as ;ood as those obtainod -.ith an ectunsive i-

* . ?s -.hich requires severa clays.
.The ser ooj-t i ltd in a narrowly limited Tfr 4 ation.

Its concentration is therefore only z21htly, dccreazed in thm -purifica-*
* . tion process. It shoWl be mientioned hore thtthe 'original proten cons

centration can be reconstituted mith the help of the sa=e =rodct (Soha -
dez Q 25 is bout, but 0 50 ii '.also suitable) (Flodixi et al. 1960). Scorr.m:
with titers which are too l~ow can. lilw-i e -bo.. concentrated without nccz- J
s itating a prciy.tat~on of the r1obulino. For this; -ar ~ ?Ount.of dry
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arido%; rooa c; %3.:; 1irn i~ t'-ov.. 01" toh -c~ir Z ~~ :

torl I~rLrovm" c- c. --oac of-'-'r

:t:n ,Z -wo;-cm~o of lar.n cr.mmchi ofX$) tho o cozi;'.. bl cam-r<

&a c~ a fluoroccanco stainod nnd ~I±'Io" anti~body prcp~A .. o*
looa th'an Ono Inour.

Quanti-tative 3aparaticoi of' t~h. un'oundc fLaoracance dye Zrom ... t&-
body -ol-itio:z 14-bclcd vith ',uorc;a.-,ca i.s acio~d by' tho t:o of '-'0.
Siltz-ation ~:LhScphr~de G 50. .'a. co~r.rrcd -dth tho =.'iouS2:.' uzed d±-

ayitho purif'ication in twriminated i.n ar ite and thoro;orb
can bo clonc at room t-.m-prattura. Thic to tho Cood =.scibilityr Of optical,

*control, it i-crmitz- a z'eaaimxi~thoiat alo-,- of' the rcori eonjuvate vit
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mctration 1. A 3Cphadex G 5C eobnin 3hortly after place-
ment of the trial solution, A -serum con-
j-agate, 13B unbound dye.



:7 ** Sri) rption of tite JrTorc-mci...~ serm f £onUnbound fluorescoj.ne isothlio cy,-nate th'rough
gel filtrati on.

L~'id:E~~i~ton=extinction or abs orb ance
F luorcozenzfarbstoffe I luorescence
stain


